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MyD88 and TLR-2/4 deﬁciency offer moderate protection against OA
Avg. Chambers Scores
+/- SEM (OA knees)
KO WT p-values KO
vs. WT
MyD88 Lateral Compartment 2.0 +/- 0.14 2.6 +/- 0.10 p < 0.0001
MyD88 Medial Compartment 6.5 +/- 0.27 8.1 +/- 0.26 p < 0.0001
TLR-2/4 Lateral Compartment 1.1 +/- 0.10 2.1 +/- 0.11 p ¼ 0.0952
TLR-2/4 Medial Compartment 3.5 +/- 0.18 4.1 +/- 0.18 p ¼ 0.028
Abstracts / Osteoarthritis and Cartilage 20 (2012) S54–S296S234whether S100A8 and/or S100A9 could stimulate M2-macrophages, giving
them a more pro-inﬂammatory character.
Methods: Monocytes were isolated from blood of healthy volunteers by
isolating peripheral blood mononuclear cells (PBMCs) using a Ficoll-
gradient followed by isolating CD14+ monocytes using magnetic-activated
cell sorting (MACSTM). CD14+ monocytes were differentiated into M1- or
M2-macrophages by 6 day stimulation with either GM-CSF or M-CSF,
respectively. mRNA levels of S100A8 and S100A9 in M1 and M2 macro-
phages were measured with RT-qPCR. Intracellular protein productionwas
determined using FACS analysis and S100A8/A9 secretion was measured
using an ELISA. M1 and M2 macrophages were stimulated with human
recombinant S100A8 and S100A9. M1 and M2 markers (IL-1beta, TNFal-
pha, IL-6 and CD163, CD206 respectively) were measured using RT-qPCR,
FACS and/or Luminex.
Results: S100A8 and S100A9 had a signiﬁcantly higher mRNA expression
(65- and 2.5-fold respectively, n¼10) in human monocyte derived M1-
macrophages compared to M2. Also, the levels of intracellular S100A8 and
S100A9 were higher in M1 than in M2 macrophages (4.3-fold and 6.6-fold
higher respectively, n¼6). M1 macrophages secreted higher levels of
S100A8/A9 heterodimer as compared to M2 macrophages (102.8 ng/ml vs
55.5 ng/ml respectively, n¼10).
Stimulation of human monocyte derived M2-macrophages for 24 hours
with S100A8 and S100A9 showed a marked upregulation of several pro-
inﬂammatory markers: IL-1beta expression was increased by S100A8 and
S100A9 on mRNA level (33- and 16-fold, n¼10). At the protein level IL-6
and TNFalpha were strongly upregulated by S100A8 71- and 146-fold and
by S100A9 93- and 121-fold, respectively (n¼6).
Interestingly however, S100A8 or S100A9 stimulation did not alter the
level of M2membranemarkers CD163 and CD206, both at mRNA as well as
protein level.
Conclusions: Stimulation of M2 macrophages with S100A8 and S100A9,
produced in high amounts by M1- macrophages, upregulates pro-
inﬂammatory cytokines IL-1beta, IL-6 and TNF-alpha while M2 membrane
markers CD163 and CD206 remain unchanged.
S100A8 and S100A9 production during OA could therefore contribute to
synovial activation by stimulating the M2 macrophage towards a more
pro-inﬂammatory phenotype.459
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Purpose: Toll-like receptor 2 (TLR-2)/TLR-4-mediated innate immunity
modulates tissue remodeling and repair responses to endogenous ligands
released during chronic, low-grade inﬂammation in osteoarthritis (OA).
Furthermore, stimulation of macrophages with TLR ligands has been
shown to induce superoxide dismutase-2 (SOD2), indicating a role of
innate immunity in maintenance of redox homeostasis. Our lab has
previously demonstrated impaired catabolic responses with MyD88 deﬁ-
ciency and TLR-2/4 combined deﬁciency in chondrocytes in vitro, although
the direct roles of these proteins in in vivo OA pathogenesis remain
unclear. Thus, we sought to determine if TLR-2/4 combined deﬁciency or
MyD88 deﬁciency protects mice from OA induction via medial meniscec-
tomy and whether chondrocytes deﬁcient in MyD88 or TLR-2/4 demon-
strate deﬁciencies in redox mediators.
Methods: MyD88 knockout (MyD88 KO) and TLR-2/TLR-4 double
knockout (TLR-2/4 DKO) animals underwent survival medial meniscec-
tomy surgery at twomonths of age, and were euthanized 8wks after. Their
knee joints were isolated, paraﬁnized, and sectioned, and OAwas analyzed
histologically via safranin-O staining relative to wildtype (WT) controls via
the Chambers scoring system (MyD88: n ¼ 5KO, 5WT. TLR-2/4: n ¼ 9KO,
6WT; Mann-Whitney U Test with two tailed p-values). Expression of
antioxidants SOD2, catalase and thioredoxinwas assessed via western blot
in mature chondrocytes isolated from mouse femoral head cartilage, and
via immunohistochemistry on mouse knee sections from WT and MyD88
or TLR-2/4 deﬁcient animals.Results: Given the known decreases in catabolic responses in vitro with
MyD88 or combined TLR-2/4 deﬁciency, we expected a signiﬁcant
protection from OA development in these mice relative to WT controls.
However, both MyD88 KO and TLR-2/4 DKO animals demonstrated only
a mild to moderate protection against OA (Table). More intriguing, anti-
oxidant protein expression of SOD2, catalase and thioredoxin were all
signiﬁcantly decreased in unstimulated MyD88 KO and TLR-2/4 DKO
chondrocytes and mouse knee sections, relative to WT controls.
Conclusions: To our knowledge, this is the ﬁrst report of a loss of redox
mediators in chondrocytes with innate immune deﬁciency, and suggests
a previously unknown role of innate immunity in maintaining redox
homeostasis in chondrocytes. A loss of redox homeostasis may explain the
lack of a strong protective response against OA induction in mice deﬁcient
in MyD88 or in TLR-2 and TLR-4. Taken together, these data suggest an
interesting dichotomy for the role of innate immunity in OA pathogenesis.
Although TLR-2/4 and MyD88 signal endogenous ligand-induced catabolic
responses and promote chronic low-level inﬂammation in cartilage
chondrocytes, they also seem necessary for maintaining chondrocyte
redox homeostasis. We believe this data offers new and signiﬁcant insight
into OA pathogenesis and signaling of chronic inﬂammatory responses in
chondrocytes.460
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Purpose: Several inﬂammatory, autoimmune and infective conditions
cause the destruction of the weight bearing surfaces of major joints
causing arthritis. Over one million people in the United States each year
undergo a total joint arthroplasty, which is the prosthetic replacement of
these, destroyed native bearing surfaces. A commonly utilized bearing
surface material is ultra high molecular weight polyethylene (UHMWPE).
Over time different size particles of wear debris are generated from the
UHMWPE implant. These wear debris are responsible for the initiation of
an aseptic inﬂammatory response known as osteolysis. The purpose of this
study is the analysis of the innate immune mechanism utilized by
macrophages, dendritic cells and osteoclasts in recognition of UHMWPE
wear debris.
Methods: UHMWPE wear debris and polymers were characterized by
transmission electron microscopy, mass spectrometry and Fourier
transform infrared spectroscopy. Osteoclasts, macrophages and dendritic
cells activation through the TLR1 and TLR2 signaling pathways was
investigated using gene chip analysis, ko mice and in vitro UHMWPE
binding to recombinant TLR2 molecules. The Nalp3 inﬂammasome
assembly was investigated using Nalp3 ko mice, IL-1 and IL-18 ELISA
assays
Results: We identiﬁed that the process of “in vivo” UHMWPE breakdown
generates short alkane polymers in addition to the previously reported
nanometers and micrometers size particles; the majority of these poly-
mers presented side chain modiﬁcations consisting of aldehyde, ketonic
and hydroxyl groups. Alkane side chains oxidation greatly enhanced their
ability to activate dendritic cells as compared to the general inertness of
the non-oxidized polymers. We also determined that a mixture of oxidized
alkane polymers triggered a pro-inﬂammatory response upon binding to
TLR2 homodimers and TLR1/2 heterodimers. This is the ﬁrst report of
a synthetic polymer engaging a TLR on immune cells. Additionally we
identiﬁed the Nalp3 inﬂammasome assembly, following phagocytosis of
